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Nutritionally important minerals are more readily absorbed by living systems when complexed with
organic acids, resulting in higher consumer demand and premium prices for these products. These
chelated metals are produced by reaction of metal oxides and acids in aqueous solution. However,
unreacted dry blends are sometimes misrepresented as metal chelates, when in reality they are only
simple mixtures of the reactants typically used to synthesize them. This practice has increased interest in
developing analytical methods that are capable of measuring the extent of metal chelation for quality
control and regulatory compliance. We describe a novel method to rapidly measure the percent chelation
of citric and malic acids with calcium, magnesium, and zinc. Utilization of attenuated total reﬂectance
(FTIR-ATR) provides for the direct, rapid measurement of solid samples. The inclusion of an internal
standard allows independent determination of either free or chelated acids from integrated areas in a
single spectrum.
© 2015 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).1. Introduction
Nutritionally important minerals are more readily absorbed
by living systems when they are combined with organic acids [1].
These combined metal-organic acid complexes are called
chelated metals or mineral chelates and are more desirable than
simple inorganic mineral oxides or carbonates to the nutritional
and agriculture industries [2]. Chemical reactions used to syn-
thesize mineral chelates are affected by a number of factors that
can alter the extent of chelation in manufactured products.
Quantitative analytical methods for determining the extent of
chelation in solid samples are needed to support quality and
regulatory testing [3e5], however, there are few rapid methods
for measurement of the extent of chelation between metals and
organic acids in their solid phases [6]. A wide variety of metal
chelates have been studied by Fourier-transform infrared spec-
troscopy (FTIR). These include catechol-metal complexes [7,8],
the adsorption of organic di-acids to minerals such as anatase
and rutile [9] metal chelates in animal feeds [10] anhydrousWeber State University, 1415
.E. Miller), lanipaige@yahoo.
r).
B.V. This is an open access article ubivalent transition metal complexes [11], and mixtures of oxalate
and malonate at wateregoethite interfaces [12]. FTIR attenuated
total reﬂectance (FTIR-ATR) methods for quantitative analysis of
speciﬁc analytes in mixtures have been reported including min-
eral matter in coal [13], calcite to aragonite ratios in mollusk
shells [14], chromium (tris) picolinate in pharmaceutical products
[15], and lead binding to ethylenediaminetetraacetic acid (EDTA)
[16]. Quantitative FTIR-ATR methods are enhanced by the addi-
tion of an internal standard in assays such as caffeine [17], vinyl
acetate in poly(ethylene-co-vinyl acetate) [18], and surfactants in
shampoo [19].
Free organic acids and their respective metal chelates exhibit
signiﬁcantly different FTIR absorption spectra, which have his-
torically been used for qualitative identiﬁcation of metal chelates.
We studied these infrared spectral differences to see if they could
be used to quantitatively determine the extent of chelation for
calcium, magnesium, and zinc metal chelates with citric and
malic acids in the solid state. These metals and organic acid
combinations were chosen because they represent a signiﬁcant
market share of the mineral chelates currently sold into fertilizer
and nutritional supplement markets. We also discovered that the
inclusion of the internal standard, sodium dicyanamide, allowed
the quantitative determination of both bound and free organic
acids.nder the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
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2.1. Chemicals
Sodium dicyanamide (ACS, 96%), citric acid, and malic acid (ACS,
99 þ %) were obtained from AldricheSigma Chemical (St. Louis,
MO). ACS-grade metal chelate standards (zinc malate, magnesium
malate, calcium malate, zinc citrate, magnesium citrate, and cal-
cium citrate) were obtained from Spectrum Chemical (New
Brunswick, NJ).
2.2. Equipment and instrumentation
Homogeneity of the mixtures and ﬁnely ground powdered
samples were attained using a ball grinder, Wig-L-Bug Model 30
(International Crystal Laboratories, Garﬁeld, NJ). Infrared spectra
were collected with a Thermo Nicolet 380 FTIR, equipped with
Smart iTR Attenuated Total Reﬂectance (ATR) diamond Dia3525
crystal, 40 scans, with background correction between each sam-
ple. Thermo Scientiﬁc Omnic software (version 8.1) was used to
collect and correct ATR spectra which were subsequently analyzed
by the companion software, TQ Analyst (version 7.1.0.32), for peak
area integrations.
2.3. Calibration
Pure solid standards were mixed in various ratios of metal
chelates with their respective unreacted acids. Each of these cali-
bration mixtures was then blended with an equal mass of the in-
ternal standard, sodium dicyanamide. Each mixture was then
subjected to blending in a ball mill grinder for ﬁve minutes and
stored under desiccation until scanned. Each analytical sample was
mixed with an equal mass of internal standard, dried, and scanned
in similar fashion to the calibration standards.
3. Results
Six sets of calibration data, one for each type of metal chelate,
were collected and evaluated. Overlaid spectra for the calibration
series of citric acid and calcium citrate mixtures is shown in Fig. 1.Fig. 1. Overlaid FTIR-ATR spectra of calcium citrate/citric acid calibration mixtures,
showing frequency ranges for integrated areas of the calcium citrate chelate, unche-
lated free citric acid, and internal standard.The intensity of the calcium citrate absorbance between 1518 and
1637 cm1 increased with increasing concentration, while absor-
bance intensity for the free acid decreased with decreasing con-
centration in the same series of standards between 1637 and
1776 cm1 with an isosbestic point near 1637 cm1. Sodium
dicyanamide was chosen as an internal standard because of its
unique absorption bands at 2100e2300 cm1. Its well-deﬁned peak
at 2228 cm1 remained constant in all calibration standards and
was unaffected by varying concentrations of chelated metals and
free acids. The areas of the peaks in the regions of the spectrum
corresponding to the free acid and metal chelate were individually
determined by deﬁning a baseline connecting the minima on each
side of the respective region and subsequent integration. The
spectral peak for the internal standard was integrated similarly.
Resulting areas for each region of chelate and free acid were divided
by the area of the internal standard to normalize spectral differ-
ences and allow independent determination of both free acid and
metal chelate.
Fig. 2 shows the calibration plots of normalized area versus
percent chelation for six different metal chelates. The negative-
sloped calibration plots for each of the free acids clearly show the
linear decrease of integrated areas with decreasing concentration.
Conversely, calibration plots show a linear increase of each metal
chelate with their increasing concentration.
This quantitative method was also utilized to successfully test a
number of blind samples. Mixtures of free acids and their corre-
sponding metal chelates were prepared and after mixing with in-
ternal standard were scanned and analyzed in the same fashion as
the calibration standards. Using the appropriate calibration plots,
normalized peak areas were used to calculate concentrations of
both metal chelates and their unchelated free acids in the samples.
Results are shown in Table 1.
4. Discussion
Our data indicates that FTIR-ATR spectra can be successfully
applied to the quantitative measurement of chelation in solid metal
chelates of malic and citric acids. Even though the spectral regions
where these metal chelates and free acids absorb are broad
compared to traditional single-peak absorptions, their integrated
areas yield excellent results that are linear across the entire con-
centration range of 0e100%.
The ATR cell used in this study provides a relatively small path
length across its surface (2 mm in diameter), giving rise to potential
errors associated with path length differences. Ball-mill mixing was
important in helping reduce standard deviations among replicates
by increasing homogeneity of the mixture and decreasing particle
size in each sample.
Water absorbs in the infra-red spectrum in the same region as
thesemetal chelates. This potential source of error can be overcome
by insuring that all samples and calibration standards are dry and
stored under desiccation.
Generally, the simple comparison of two respective FTIR-ATR
spectral intensities is insufﬁcient for simultaneous quantitative
measurement of each of the related analytes in a mixture. Dis-
similar absorptivities of the two species must be taken into account
when comparing peak areas to measure concentrations and non-
absorbing components of the matrix can dilute analytes of inter-
est. The inclusion of an internal standard helps minimize all these
potential errors [17e19]. Sodium dicyanamide performed
extremely well as an internal standard in our experiments. It stands
alone in the IR spectrumwith well-deﬁned peaks that are free from
interfering absorptions in the region of 2100e2300 cm1 and it
does not react with any of the standards or samples tested in this
study. A simple 1:1 addition of this internal standard to standards
Fig. 2. Calibration results for mineral chelates of calcium, magnesium, and zinc with citric and malic acids and the corresponding unchelated free acids in solid mixtures.
Table 1
Analytical results for sample mixtures of metal chelates and their unchelated acids.
# Metal chelate Actual % Result % RSD (%,n ¼ 3) Unchelated acid Actual % Result % RSD (%,n ¼ 3)
1 Calcium citrate 70.0 70.2 5.6 Citric acid 30.0 30.0 1.7
2 Magnesium citrate 96.0 100.2 2.2 Citric acid 4.0 4.0 0.6
3 Zinc citrate 54.0 57.0 3.6 Citric acid 46.0 47.5 2.7
4 Calcium malate 78.1 76.3 2.3 Malic acid 21.9 20.0 4.7
5 Magnesium malate 89.9 92.5 1.3 Malic acid 10.1 12.3 0.7
6 Zinc malate 68.8 68.2 0.2 Malic acid 31.3 30.2 2.7
M.E. Miller et al. / Analytical Chemistry Research 6 (2015) 32e3534and samples provides a quick sample preparation step that reduces
errors and allows the independent analysis of either unchelated
free organic acid or mineral chelate.
Often, broad-range infrared near-infrared spectra can be used to
qualitatively identify materials such as mineral chelates. Absor-
bance in the IR is due to the organic portion of a mineral chelate,
with signiﬁcant changes occurring when metals are bound. Our
method provides an excellent way to quantitatively measure the
extent of chelation in a variety of metal-organic acid combinations
by focusing on a relatively narrow range of IR frequencies. However,
due to the similarity of IR spectra for chelates of different metals it
is advisable to employ supplemental analytical methods to conﬁrm
the exact identity of the individual metals and acids if they are not
known.5. Conclusions
The differences in the FTIR spectra between metal chelates of
citric or malic acids clearly allow for quantitative measurement of
chelation in solid samples for calcium, magnesium, and zinc. The
inclusion of the internal standard, sodium dicyanamide, to the
matrix reduces error associated with ATR measurements and al-
lows independent measurement of either free or chelated acids.
These results provide a novel method for the determination of the
free, unreacted organic acid and the extent of metal chelation of
calcium, magnesium, and zinc to citric or malic acids in their solid
states. The success of this method with these organic acids and
their metal chelates suggests its potential application in the testing
of other organometallic complexes.
M.E. Miller et al. / Analytical Chemistry Research 6 (2015) 32e35 35Acknowledgments
We thank the Utah Center for Chemical Technology and Weber
State University for their support of this research.
References
[1] H.D. Ashmead, The Absorption and Metabolism of Amino Acid Chelates,
Amino Acid Chelation in Human and Animal Nutrition, CRC Press, 2012, pp.
233e248.
[2] American Feed Manufacturers Association. Nutrition Council, Virginia, in:
Proceedings; Annual Meeting e AFMA Nutrition Council, American Feed
Manufacturers Association, Arlington, 1966, pp. 14e20.
[3] BS EN 13368-1, Fertilizers: Determination of EDTA, HEEDTA and DTPA by Ion
Chromatography, British Standards Institution 2015 e European Method for
Determining Chelation in Fertilizers, 31 January 2014, 2014, https://
standardsdevelopment.bsigroup.com/Home/Category/cat_65.080 (last
accessed 23.07.2015).
[4] NBN EN 13366, Fertilizers e Treatment with a Cation Exchange Resin for the
Determination of the Chelated Micro-nutrient Content and of the Chelated
Fraction of Micro-nutrients, Belgian Standards, 2001, http://www.nbn.be/en/
catalogue/standard/nbn-en-13366?fulltext¼ENþ13366%3A2001þ#direct
(last accessed 23.07.2015).
[5] BS EN 15452, Fertilizers. Determination of Chelating Agents. Determination of
Iron Chelated by o,p-EDDHA by Reversed Phase HPLC, New Zealand Standards,
2008, http://shop.standards.co.nz/catalog/15452%3A2008%28BSþEN%29/view
(last accessed 23.07.2015).
[6] M. Villen, J.J. Lucena, M.C. Cartagena, R. Bravo, J. García-Mina, M.I.M. de la
Hinojosa, Comparison of two analytical methods for the evaluation of the
complexed metal in fertilizers and the complexing capacity of complexing
agents, J. Agric. Food Chem. 55 (2007) 5746e5753, http://dx.doi.org/10.1021/
jf070422t.
[7] J. Tofan-Lazar, A. Situm, H.A. Al-Abadleh, DRIFTS studies on the role of surface
water in stabilizing catechol-iron(III) complexes at the gas/solid interface,
J. Phys. Chem. A 117 (2013) 10368e10380, http://dx.doi.org/10.1021/
jp406113r.
[8] H. Gulley-Stahl, P.A. Hogan, W.L. Schmidt, S.J. Wall, A. Buhrlage, H.A. Bullen,
Surface complexation of catechol to metal oxides: an ATR-FTIR, adsorption,and dissolution study, Environ. Sci. Technol. 44 (2010) 4116e4121, http://
dx.doi.org/10.1021/es902040u.
[9] S.J. Hug, D. Bahnemann, Infrared spectra of oxalate, malonate and succinate
adsorbed on the aqueous surface of rutile, anatase and lepidocrocite measured
with in situ ATR-FTIR, J. Electron Spectros. Relat. Phenom. 150 (2006)
208e219, http://dx.doi.org/10.1016/j.elspec.2005.05.006.
[10] G. Predieri, L. Elviri, M. Tegoni, I. Zagnoni, E. Cinti, G. Biagi, et al., Metal che-
lates of 2-hydroxy-4-methylthiobutanoic acid in animal feeding. Part 2:
further characterizations, in vitro and in vivo investigations, J. Inorg. Biochem.
99 (2005) 627e636, http://dx.doi.org/10.1016/j.jinorgbio.2004.11.011.
[11] A. Fischinger, A. Sarapu, A. Companion, Structural studies on the glycolato,
lactato, and mandelato solid complexes of some bivalent iron series metals,
Can. J. Chem. 47 (1969) 2629e2637, http://dx.doi.org/10.1139/v69-433.
[12] K. Axe, M. Vejgården, P. Persson, An ATR-FTIR spectroscopic study of the
competitive adsorption between oxalate and malonate at the water-goethite
interface, J. Colloid Interface Sci. 294 (2006) 31e37, http://dx.doi.org/10.1016/
j.jcis.2005.07.013.
[13] P.C. Painter, S.M. Rimmer, R.W. Snyder, A. Davis, A fourier transform infrared
study of mineral matter in coal: the application of a least squares curve-ﬁtting
program, Appl. Spectrosc. 35 (1981) 102e106, http://dx.doi.org/10.1366/
0003702814731932.
[14] E.L. Compere, J.M. Bates, Determination of calcite: aragonite ratios in mollusc
shells by infrared spectra, Limnol. Oceanogr. 18 (1973) 326e331, http://
dx.doi.org/10.4319/lo.1973.18.2.0326.
[15] A.A. Bunaciu, H.Y. AboulEnein, S¸. Fleschin, FTIR spectrophotometric analysis of
Chromium (Tris) Picolinate and its pharmaceutical formulations, Anal. Lett. 39
(2006) 1401e1410, http://dx.doi.org/10.1080/00032710600668756.
[16] A. Fitch, S. Dragan, Infrared spectroscopy determination of lead binding to
ethylenediaminotetraacetic acid, J. Chem. Educ. 75 (1998) 1018, http://
dx.doi.org/10.1021/ed075p1018.
[17] Jie Yang, Ji-mei Song, Fang Fang, Determination of caffeine by ATR-infrared
spectroscopy, J. Anhui Univ. Nat. Sci. (2009). 年01期, (n.d.), http://en.cnki.
com.cn/Article_en/CJFDTotal-AHDX200901022.htm (Accessed 23.07.2015).
[18] M.K. Bellamy, Using FTIR-ATR spectroscopy to teach the internal standard
method, J. Chem. Educ. 87 (2010) 1399e1401, http://dx.doi.org/10.1021/
ed100544m.
[19] L. Carolei, I.G.R. Gutz, Simultaneous determination of three surfactants and
water in shampoo and liquid soap by ATR-FTIR, Talanta 66 (2005) 118e124,
http://dx.doi.org/10.1016/j.talanta.2004.10.005.
